IN THE CLAIMS: 



Please cancel claims 15-27 and 33. 
Please amend claims 1, 9, 2 8 and 2 9 as follows 



1 . [Amended] An aqueous composition buffered to a pH of from 
about 7 tov about 9, and comprising , in the same solution: 

a\ first and second primers which are specific to 
and hybridizabvLe with, respectively, first and second nucleic 
acid sequences which are in opposing strands of a first target 
DNA and which aVe separated from each other along said 
opposing strands by Yrom 90 to 4 00 nucleotides, and 

b) third and fourth primers which are specific to 
and hybridizable with, \es]De0j:t ively , third and fourth nucleic 
acid sequences which are\ m opposing strands of a second 
target DNA which is the same as or different from said first 
target DNA, said third and fourth nucleic acid sequences being 
different from said first and\econd nucleic acid sequences 
and being separated from each \>ther along said opposing 
strands by from 90 to 400 nucleotides, each of said first, 
second, third and fourth primers having a Tm within the range 
of from about 65 to about 74°C, all of \*aid primer Tm' s being 
within about 50°C of each other, said firsthand second primers 
having nucleotide lengths which differ from\each other by no 
more than 5 nucleotides, and said third and\fourth primers 
having nucleotide lengths which differ from each other by no 
more than 5 nucleotides. 



9. [Amended] A diagnostic test kit for the amplification of 
first and second target DNA's comprising, in separate 
packaging: \ X) 

a) an aqueous composition buffered to a pH of from 
about 7 to about 9, and comprising , in the same solution: 
first and second primers ^hich are specific to and 
hybridizable with, respectively, Sirst and second nucleic acid 
sequences which are in opposing strands of a first target DNA 
and which are separated from each ^ther along said opposing 
strands by from 90 to 400 nucleotides, \nd third and fourth 



primers which specific to and hyl^^izable with, 

respectively, third and fourth nucleic acid sequences which 
are in opposing strands of a \second target DNA which is the 
same as or different from saidXfirst target DNA, said third 
and fourth nucleic acid sequences being different from said 
first and second nucleic acid se^encW and being separated 
from each other along said opposing s\txands of said second 
target DNA by from 90 to 400 nucleotloeS; each of said first, 
second, third and fourth primers having a Tm within the range 
of from about 65 to about 74°C, all of aaid primer Tm' s being 
within about 5°C of each other, said first and second primers 
having nucleotide lengths which differ froV each other by no 
more than 5 nucleotides, and said third and fourth primers 
having nucleotide lengths which differ from ^ch other by no 
more than 5 nucleotides, and 

b) at least one additional PCR reagent 



28. [Amended] The method of claim [15] 34 wherein three or 
more target DNA' s are amplified using a set of primers for 
each of said target DNA' s\ the primers in each of said primer 
sets having a T m within th\ range of [about] 65 to [about] 
74°C, all of said primer T m ' 3V being within about 5°C of each 
other, and said primers in eaAh primer set having nucleotide 
lengths with differ from eactt^ other by no more than 5 
nucleotides . 

29. [Amended] The method of claim ^.28 wherein each of said 
amplified target DNA' s is captured Vith a capture reagent 
comprising a water- insoluble support which is covalently 
attached a capture probe which is specific to a nucleic acid 
sequence of a strand of a distinct anblified target DNA 
strand, each capture probe having from lOVto 40 nucleotides 
and a T m greater than about 50°C, and being Wbridizable with 
said nucleic acid sequence of said distinct amplified target 
DNA strand at a temperature in the range of fronV^ [about ] 4 0 to 
[about] 55°CL. 



Please acid new claims 34-36 as follows 



"33; 



A method for the simultaneous amplification and 
detection of a fisrst 

target DNA and a second target DNA comprising: 

A) simultaneously subjecting the denatured opposing 
strands of a first Varget DNA and the denatured opposing 
strands of a second target DNA to polymerase chain reaction in 

the presence of : 

i) an aqueous composition buffered to a pH of 

from 7 to 9, and comprising in the same solution: 

first an«d second primers which are specific 
to and hybridizable with, \ respectively, firet and second 
nucleic acid sequences which\ are in opposing strands of a 
first target DNA and which are\separated from each other along 
said opposing strands by from 90\to 400 nucleotides, third and 
fourth primers which are specif^: to and hybridizable with, 
respectively, third and fourth n\cleic acid sequences which 
are in opposing strands of a second target DNA which is the 
same as or different from said fir\t target DNA, said third 
and fourth nucleic acid sequences being different from said 
first and second nucleic acid sequences and being separated 
from each other along said opposing strands of said second 
target DNA by from 90 to 400 nucleotides , \each of said first, 
second, third and fourth primers having aV m within the range 
of from 65 to 74°C, all of said primer T m 'sVeing within about 
5°C of each other, said first and seconk primers having 
nucleotide lengths which differ from each o\her by no more 
than 5 nucleotides, and said third and fourthWimers having 
nucleotide lengths which differ from each othe^ by no more 

than 5 nucleotides, and 

ii) the additional PCR rkgents: a 

thermostable DNA polymerase, a DNA polymerase coVactor and 
dNTP's, any or all of said additional PCR reagents being 
supplied in the same or a different composition as defined in 
i), to simultaneously amplify said opposing first target DNA 



Or. 



I 




strands and saiAposing feecond target DNA ^ nds ' Provided 
that in each PCI^ycle, eaVh of priming and primer extension 
are carried out at a temper^ure within the range of from 62 
to 75°C, 

B) simultaneously defecting at least one of said 
amplified first target DNA strands and at least one of said 
amplified second target DNA skrands as a simultaneous 
determination of the presence of said^ first 
and second target DNA 1 s . 

The method of cla\im ^wherein three or more target DNA ' s 
are amplified using a \set of primers for each of said target 
[JV'dNA's, the primers in^Wch of said primer sets having a T ra 
within the range of ferdta* 65 to 74°C, all of said primer T m 's 
being within about 5°koA^ch other, and said primers in each 
primer set having nucleoside lengths which differ from each 
other by no more than 5 nucleotides. 



5 A method for the simultaneous amplification and detection 

□ of a fsLrst target DNA and a second target DNA comprising: 
" A) ^simultaneously subjecting the denatured opposing 

strands of\ first target DNA and the denatured opposing 
strands of a second target DNA to polymerase chain reaction in 

the presence of 

i) an aqueous composition buffered to a pH of from 

7 to 9, and comprising, 3>n the sajfee solution: 

first and second Wimers which are specific to 
and hybridizable with, respectively, first and second nucleic 
acid sequences which are in opposing strands of a first target 
DNA and which are separated fro\each other along said 
opposing strands by from 90 to 400 nucleosides, third and 
fourth primers which are specific to and\hybridizable with, 
respectively, third and fourth nucleic acidNsequences which 
are in opposing strands of a second target DNANwhich is the 
same as or different from said first target DNA, said third 
and fourth nucleic acid sequences being different fr>xn said 
first and second nucleic acid sequences and being separated 



from ea^h othei^^Long said opposing strand^^f said second 
target DNAv by from 90 to 400 nucleotides, each of said first, 
second, third and fourth primers having a T m within the range 
of from 67 to\4 0 C, all of said primer T ra ' s being within about 
2°C of each othfex, said first and second primers having 
nucleotide lengths \hich differ from each other by no more 
than 5 nucleotides, a\l said third and fourth primers having 
nucleotide lengths which\differ from each other by no more 
than 5 nucleotides, and 

ii) the additional\cR Jreadents: a thermostable DNA 
polymerase, a DNA polymerase coj^e€or and dNTP's, any or all 
of said additional PCR reagents be:i>ng supplied in the same or 
a different composition as defined ha i) , to simultaneously 
amplify said opposing first target DNA strands and said 
opposing second target DNA strands, provided that in each PCR 



cycle, priming and primer extension are carried out at the 
same temperature within the range of from 62 to 7^°C, 

B) simultaneously detecting at least one of said 

amplified first target DNA strands and at least one\of said 
amplified second target DNA strands as a simultaneous 
determination of the presence of said first and second target 




REMARKS 



The foregoing amendments to the accompanying divisional 
application add a claim for priority to the earlier filed 
application, and cancel original claims 15-27 and 33, these 
claims having been allowed in parent application Serial No. 
08/062,023, filed May 14, 1993. 

Claims 1-14, 28-32 and 34-36 are now in this case. Claims 
1, 9, 2 8 and 2 9 were amended as above in the amendment to the 
parent application Serial No. 08/062,023 dated November 5, 
1993, then later canceled; claim 28 has been further amended 
hereinabove to correct claim dependency in light of change in 
claim numbering. Claim 34 is presented here as re-numbered 



